Accumulating evidence suggests the involvement of long non-coding RNAs (lncRNAs) as oncogenic or tumor suppressive regulators in the development of various cancers. In the present study, we aimed to identify a lncRNA signature based on RNA sequencing (RNA-seq) data to predict survival in esophageal cancer.
Background
Esophageal cancer is one of the most common digestive malignancies with the 5-year relative survival rate less than 20% [1] , ranking the fourth leading cause of cancer death among both men and women in China [2] . Like most solid tumors, pathological tumor node metastasis (TNM) stage is still a main prognostic indicator of esophageal cancer patient survival. However, the molecular heterogeneity and complexity of esophageal cancer make clinical outcomes difficult to predict and even patients within the same stage present wide variations in survival [3] . Therefore, it is urgent to develop novel biomarkers or models for survival risk prediction in esophageal cancer which would provide patients more effective therapies.
Long non-coding RNAs (lncRNAs) are mostly defined as RNA transcripts exceeding 200 nucleotides (nt) in length apparently without protein coding capacity [4] . Accumulating evidence indicates that lncRNAs play critical roles in a spectrum of biological processes via transcriptional, post-transcriptional and epigenetic mechanisms [5] . Dysregulation of lncRNAs has been observed in various cancers, including breast cancer, colorectal cancer, lung cancer, prostate cancer as well as esophageal cancer [6] [7] [8] [9] [10] . It has been reported that dysregulated lncRNAs are associated with cancer pathogenesis and function as oncogenic or tumor suppressive regulators in cancer development [11] . They have been shown to affect cell proliferation, migration, and invasion through regulating the expression of genes involved in various tumorigenetic pathways [11, 12] . One of the recent techniques used for transcriptome analyses is RNA sequencing (RNA-seq), a next-generation sequencing technique with high-sensitivity, high-throughput and the ability of detecting novel exons, splice sites, and transcripts [13, 14] . However, RNA-seq based work focused on the prognostic power of lncRNA signatures for survival risk of esophageal cancer patients is quite rare.
In this study, we identified for the first time a RNA-seq based lncRNA signature as a predictor of survival risk of esophageal cancer patients using a cohort of more than 100 cases from The Cancer Genome Atlas (TCGA) database. Cox regression analysis and risk score model method were utilized to develop an 8-lncRNA signature which could distinguish patients with good and poor survival. A higher area under curve (AUC) of the receiver operating characteristic (ROC) curve confirmed good sensitivity and specificity of the prognostic model while multivariate Cox regression analysis and stratified analysis indicated the independence of predictive capacity of the 8-lncRNA prognostic signature from other clinicopathological factors. Furthermore, our functional enrichment analysis suggested that the eight predictive lncRNAs were probably involved in the progression of esophageal cancer through exerting their roles in esophageal cancer related biological processes and pathways, such as regulation of glucose metabolic process, positive regulation of MAPK cascade, and amino acid and lipids metabolism. Our results provided further insights into the predictive capacity of lncRNAs underlying esophageal cancer.
Material and Methods
The esophageal cancer patient dataset
The preprocessed level 3 RNA-seq data and corresponding clinical information of esophageal cancer patients were collected from The Cancer Genome Atlas (TCGA) database (http:// cancergenome.nih.gov/) (as of September, 2016). The patients meeting the following criteria were included in the study: (1) patients with complete information of lncRNA expression profiles and clinical characteristics (including age, gender, race, stage, survival status and survival time) (2) the overall survival time was more than one month.
Differentially expressed lncRNAs screening between esophageal cancer and normal tissues
According to the inclusion criteria, a total of 122 esophageal cancer patients were enrolled in the study (Table 1) . The gene expression profiling data of the 122 esophageal cancer samples and 11 normal samples were downloaded from the TCGA database. The package of edgeR [15] in R language was employed to identify the differentially expressed lncRNAs between esophageal cancer and normal tissues with the |log 2 FC| >2 and FDR <0.01 set as the threshold. Then the unsupervised hierarchical clustering was performed based on the expression of these altered lncRNAs by the pheatmap package in R (https://cran.r-project.org/web/packages/pheatmap/index. html, version 1.0.8) [16] .
Survival analysis and definition of lncRNA related prognostic model
The association between the expression of differentially expressed lncRNAs and patient overall survival was evaluated by univariate Cox proportional hazards regression analysis using the survival R package. Only those lncRNAs with p-value <0.05 were considered as candidate variables and entered into a stepwise multivariate Cox regression analysis tested by AIC (Akaike Information Criterion, assessing the goodness of fit of a statistical model) to identify the predictive model with the best explanatory and informative efficacy. Then, a lncRNA-related prognostic model was established to evaluate each patient's survival risk as follows:
where k is the number of prognostic lncRNAs, C i represents the coefficient of the ith lncRNA in the multivariate Cox regression analysis, V i is the expression value of the ith lncRNA. The lncRNAs with Ci >0 were defined as high-risk signatures while those with Ci <0 were defined as protective lncRNAs.
Risk stratification and ROC curve
According to the predictive lncRNA signature model, the risk score of each of the 122 patients was calculated. The patients were then classified into high-risk or low-risk group using the median risk score as the cutoff value. Overall survival curves were generated using the Kaplan-Meier method, and two-sided log-rank tests were employed to compare the differences in overall survival time between the high-risk and low-risk patient groups. The sensitivity and specificity of the lncRNA prognostic model to predict clinical outcome were evaluated by calculating the area under curve (AUC) of the receiver operating characteristic (ROC) curve in the R package of "survival ROC" [17] .
Independence of survival prediction by the prognostic lncRNA signature from other clinical variables
To determine whether predictive capacity of the lncRNA signature was independent of other clinical factors (including race, gender, stage, and age) of esophageal cancer patients, multivariate Cox regression analysis was carried out using overall survival as the dependent variable and lncRNA signature and other conventional clinical factors as independent variables. For clinical features with p-value <0.01 in Cox regression analysis, stratification analysis was further performed to determine whether the lncRNA signature exhibit prognostic value within the same clinical factor.
Functional enrichment analysis
To identify potential biological processes and pathways which the predictive lncRNAs were involved in, functional enrichment analysis was performed. First, the Pearson correlation coefficients between the expression profiles of the eight prognostic lncRNAs and protein-coding genes (PCGs) were calculated to determine the co-expression relationships of the lncRNAs and PCGs. The PCGs with |Pearson correlation coefficient| >0.40 were considered to be lncRNAs-related PCGs. Gene ontology (GO) biological process (BP) and Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway enrichment analysis were carried out for those PCGs using the Database for Annotation, Visualization, and Integrated Discovery (DAVID, https://david. ncifcrf.gov/, version 6.8) [18] . The p-value <0.05 was set as the cutoff criterion for both GO and KEGG functional analysis.
Results

Differentially expressed lncRNAs between esophageal cancer and normal tissues
According to the cutoff criteria, a total of 265 differentially expressed (including 112 upregulated and 153 downregulated) lncRNAs were identified between esophageal cancer tissues and normal tissues. The results of unsupervised hierarchical cluster analysis in Figure 1 showed that the esophageal cancer samples could be clearly distinguished from the normal controls with the expression of differentially expressed lncRNAs.
Establishment of the 8-lncRNA signature associated with overall survival of esophageal cancer patients
To identify prognosis-related lncRNAs, we first used univariate Cox regression analysis to evaluate the associations between the expression level of each of the differentially expressed lncRNAs and patients' overall survival, and found that 13 lncRNAs were significantly related to overall survival (p<0.05). Then a RP1-90J4.1 showed positive coefficients in Cox regression analysis, indicating high-risk signatures for these six lncRNAs since their high expression signified a shorter overall survival of patients. For the remaining two lncRNAs, we observed negative coefficients in Cox regression analysis, implying that these lncRNAs could be regarded as protective lncRNAs since patients with higher expression levels of these lncRNAs tended to have longer overall survival compared with those with lower expression levels of these lncRNAs.
Risk stratification and ROC curve indicate good performance of the 8-lncRNA signature in predicting the overall survival of esophageal cancer patients For each of the 122 patients in our study, we were able to calculate an 8-lncRNA expression-based survival risk score (referred to as "SRS") and assigned them into a high-risk group or a low-risk group using the median risk score of 1.058 as the cutoff point. As a result, 61 patients were classified into the high-risk group since their SRSs were greater than the cutoff value, whereas the other 61 patients were assigned to the low-risk group with their SRSs less than the cutoff point ( Figure 2A ). The Kaplan-Meier overall survival curves of the two groups based on the eight lncRNAs were notably different (log-rank p=1.72 e-05 <0.001), showing overall survival in 9.89% and 50.5% at five years for patients with high-risk and low-risk SRS, respectively ( Figure 2B ). The prognostic power of the 8-lncRNA signature was evaluated by calculating the AUC of ROC curve. Higher AUC indicates better model performance and AUC more than 0.80 is considered good performance. In our study, the ROC curve analysis achieved AUC of 0.845, showing good sensitivity and specificity of the 8-lncRNA signature model in predicting esophageal cancer patient survival risk ( Figure 2C ).
Prognostic value of the 8-lncRNA signature is independent of conventional clinical factors
Multivariate Cox regression analysis demonstrated that the 8-lncRNA signature risk score maintained an independent predictive ability from other clinical factors (HR=5.951, 95% CI 2.577-13.741, p=2.95 e-05, shown in Table 3 ). Meanwhile, we also found that TNM stage was an independent predictor for overall survival of esophageal cancer patients. Therefore, stratification analysis was further carried out to examine whether the 8-lncRNA signature could provide predict value for patients within the same TNM stage. Because the sample sizes in stage I and IV were too small to draw any reliable conclusions (n=14 in stage I and n=6 in stage IV), stratification analysis was performed only in stage II and III patients. Log-rank test for patients in stage II demonstrated that the 8-lncRNA signature could distinguish patients with significantly different survival (p=0.015, Figure 3A) . Similar predictive value of the 8-lncRNA signature was observed for stage III patients (p=0.003, Figure 3B ). Altogether, these results indicated that the prognostic capability of the 8-lncRNA signature is independent of conventional clinical factors for survival prediction of esophageal cancer patients.
Identification of the 8-lncRNA signature related biological processes and pathways
We performed GO and KEGG functional enrichment analysis for the PCGs co-expressed with the lncRNAs in the predictive signature to reveal the potential functions of the eight prognostic lncRNAs. The results showed that co-expressed PCGs were enriched in 73 GO BP terms, which mainly clustered in regulation of diverse biological processes (such as GO: 0010906~reg-ulation of glucose metabolic process, GO: 0010628~positive regulation of gene expression, GO: 0043410~positive regulation of MAPK cascade), transport of various substances (including GO: 0071805~potassium ion transmembrane transport, GO: 0035879~plasma membrane lactate transport, GO: 0098719~sodium ion import across plasma membrane) and response to different stimulants (such as GO: 0042594~re-sponse to starvation, GO: 0043627~response to estrogen, GO: 0042493~response to drug) (The top 30 GO BP terms were shown in Table 4 ). Fourteen KEGG pathways were enriched which mainly focused on digestive functions (including hsa04971: Gastric acid secretion, hsa04974: Protein digestion and absorption, hsa04972: Pancreatic secretion) and basic substance metabolism (such as hsa01200: Carbon metabolism, hsa00280: Valine, leucine and isoleucine degradation, hsa01100: Metabolic pathways and hsa00071: Fatty acid degradation) (Figure 4 ). Table 3 . Multivariate Cox regression analysis of overall survival.
* HR -hazard ratio; CI -confidence interval.
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As a new focused class of ncRNAs, lncRNAs were indicated to participate in multiple biological processes including X chromosome inactivation, genomic imprinting, and tumor related alterations [23] . Accumulating reports have demonstrated the dysregulation of lncRNAs and their potential as biomarkers in various cancers [24] [25] [26] . Li et al. have established a 3-lncRNA signature associated with the patient survival in esophageal squamous cell carcinoma using microarray analysis [27] . However, microarray technology has some undesired shortcomings, such as the bias due to the probe selection and the limitation of identifying only known transcripts [13, 14] . Compared with microarrays, RNA-seq technique has been developed as an emerging sequencing technology with advantages reducing these defects and standing out especially with the ability of finding novel transcripts [14] . Nevertheless, research investigating the impact of lncRNAs in esophageal cancer patient survival, which were based on RNA-seq technology, are quite deficient.
In this study, we developed an 8-lncRNA signature which was able to predict the clinical outcome of esophageal cancer. To the best of our knowledge, this is the first lncRNA-related predictive model based on RNA-seq technology using a cohort of more than 100 cases in esophageal cancer. The differentially expressed lncRNAs were first screened out between esophageal cancer and normal tissues with the data downloaded from TCGA database. Then the expression profiles of these lncRNAs of 122 esophageal cancer patients were analyzed by univariate and stepwise multiple Cox proportional hazards regression analysis. Then eight lncRNAs were finally identified to establish a predictive model based on the linear combination of these lncRNAs. A distinctive separation was observed in survival curves between patient groups with high-risk and low-risk scores using the predictive model. And ROC analysis achieved an AUC of 0.845 which demonstrated high sensitivity and specificity of the lncRNA signature model. When taking other clinical factors together, multivariate Cox regression analysis revealed that the 8-lncRNA signature was independent of these conventional clinicopathological factors including race, gender, age, and tumor stage. Further stratification analysis indicated favorable discrimination of the 8-lncRNA signature in predicting different survival of patients in the same TNM The carcinogenesis of esophageal cancer is a multi-step process hallmarked by a series of genetic alterations [28] . Although growing attention has begun to focus on the study of lncRNAs, the functions of most lncRNAs are still unknown. Computational annotation of lncRNA functions through their co-expressed mRNAs has been proven to be effective [29] . In the present study, we performed GO and KEGG enrichment analysis for the co-expressed mRNAs of the eight lncRNAs to explore the functions of the predictive lncRNAs. The results showed that the prognostic lncRNAs were involved in significant biological processes such as regulation of glucose metabolic process, positive regulation of gene expression, positive regulation of MAPK cascade and enriched in KEGG pathways including gastric acid secretion, amino acid metabolism (valine, leucine and isoleucine degradation), and lipids metabolism (fatty acid degradation). Studies have identified aberrant glucose metabolic processes in esophageal cancer, including high plasma and urine glucose levels [30] , excessive glucose uptake and accumulation [31] and alterations of glucose metabolism associated genes [32] . MAPK signaling cascade play significant roles in converting external stimuli into broad cellular responses [33] . Inhibition of MAPK pathways suppresses proliferation and induces apoptosis of esophageal cancer cells [34] . Higher gastric acid secretion has been observed in gastroesophageal junction adenocarcinoma, including Barrett esophageal cancer compared to normal subjects [35, 36] . Amino acid and lipids metabolism disorders, such as increasing leucine level [37] and highly activated fatty acids metabolism [38] , were also found to be responsible for the development of esophageal cancer. Therefore, it is plausible to infer that the eight prognostic lncRNAs participate in the progression of esophageal cancer through interacting with PCGs in these esophageal cancer-related biological pathways. However, further experimental studies are needed to confirm the functions of these lncRNAs.
Conclusions
This study identified a RNA-seq based 8-lncRNA signature which could predict the survival risk of esophageal cancer patients. The signature displayed independent prognostic capacity of conventional clinicopathological factors and could robustly predict survival outcomes of esophageal cancer patients within the same TNM stage. It could be used to identify patients with high-risk scores who will benefit from more effective and individualized therapy. It could not only serve as a novel potential biomarker for esophageal cancer patient survival risk stratification, but also provide us a better understanding of molecular mechanisms involved in the development of esophageal cancer. However, further clinical studies validating the predictive efficacy of the signature and experimental research investigating the functions of the prognostic lncRNAs need to be conducted.
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